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SIR: 

Now comes Prof. Dr. med. Michael Giedng who d<^osssoad states: 

1. I am a graduate ofUrrivsrsity ofBonn, Germany, and received toy doctorate degree 
in fiie year 1971. 

2. I have b<*n working for 14 years as a laboratory physician in the field of molecular 
ancology. 

3. I have read and fully understood U.S. application, Sar. No. 09/485,879. 

4. I have read and fully understood the Office Action of September 20, 2004 and the 
prior art cited therein. 

5. The following experiments and investigations were carried out by me or under my 

direct supervision. 

A number of patients suspected of having cancer were examined. 

From each patient peripheral blood was collected in heperanized Vacotainer systems 
(Beckton Dickensen). Mononucleate*! cells (MNQ from 12.2 ml peripheral blood were 
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;N vcoprep 1.077 (Nycoined. Norway). Collected MNC 

purified over a densny g«*"— — W * 
^^^^-i-^BS ***** UfcT^^C^, - 

resll ^„ to l h, 12.2 ml PBS (0.2 % BSA). 
Technology. Gammy) P^ 011 A) ' 



cancer 



7„aof*eMNC»wpw*» 1TOeMea, ™°™"*** K *" > 

stored (fraction C). 

Al) Prostate-specific membrane antigen. (PSM). 

A2) Prostate-specific antigen (PSA). 

A3) Androgens receptor (AR)- 

Bl) Manganese s^eroxidc dismutase (SOD). 

B2) Thioredoxin reductase 1 (TXNRD1). 

33) Glutaihioae peroxidase 1 (GPX1). 
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B2> andB3) me described in Exhibit B attached hereto. 

PSM-, PSA-, and AR-mRNA (Al, A2, A3) are essentially not expressed in blood 

asor^typicainuc^ 

presence of prostat^erived cells- If said prostate-derived cell, were dissendnated cancer 
ce^fhepxesenceo^ 

which the difisenrinated cancer cells are derived. 

The assessment of said prostate-specific mRNAs was carried out with Jractkm A. 
wMc fc«>nmr^ 

p t opcrtion of prostate-derived celk which may qualify as cancer cells. Since said mRNAs are 
e^tia^y expressedinmm^ncer cells, ie. the mononuclear cells, the presence of at 

the patient examined had prosta^derfved cells in blood (positive for prostate-derived cells). 



In contrast to 
inKNAs are, to a certain extent, also 
mononuclear cells. An enhanced 
associated with cancer. 



SOIH TXNKD1-, and GPXX- 
in blood borne non-cancer cells, Le. flie 

; is considered to be 



The asfiessment of these cancer-associated mRNAs was earned out with bom fraction 
C (the cancer cell fraction) and fraction A (the control cell fraction comprising mainly non- 
caucer cells such as mononuclear cells). An enhanced expression of at least one of said 
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frvx&a* A (the monoombiear eeU ftaotion) was considered as indicating an. increased risk of 
*. ^ conc^ frrfcavin* toc^ ca^^ iaWood Cpo^ve fcr di.ea^ 
caiicer cells), 

the patients examined, there were 30 patient* assessed positive for having 
pxostate^rived cancer cells (based on the presence of at least one rhRNA elected from Al, 
A2 and A3). From these 30 patients, however, only 1 1 P**- — &r 

fcom Bl, B2 and B3). The malignant nature of these cell* has been also coxtfnned by the 
detection of aberrant DN A, i.e. oncogenes and allelic losses of tumor suppressor genes. 

The clinical follow-up of said 30 patients revealed that 100 % patients which were 
^sed poritve for bom prostate^erived cancer cells and dilated cancer ocH. had 
indeed a prostate tmnor. In the remaining patients (positive for prostate^erived cancer cells 
out negative for dissennnated ^a^himm* M**^*™ 
patients may have suffered from prostatitis ox benign prostate hypertrophy, fa some eases 
prostat^erived cells may have been released into the blood stream by preceding rectal 
examination or biopsy. 

Surprisingly, further investigations have revealed that the prostate-specific mRNA* 
PSMandPSA could not be detected in fraction C (the cancer cell fraction), evenif they were 
present in fraction A olrtained from the very same blood sample of a given patient For AR- 
^KNA, in the majority of cases to tnKNA could not be detected in fraction C, even though 

it was present in fraction A- 
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this would not be possible. 



statements 



jeopardize the validity of this spplioation c 



8. Further deponent saithnot 



Lierten, Germany, , 



k|fe^- — ~ 



Attacfhinents! 
Exhibits A, B 
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Detection afPSM-wRNA PSA-mRNA, AR-mRNA 

The amounts of expressed prostate^peclRD membrane antigen (PSMHnRNA, prostate- 
specific antigen (PSAHnRNA and androgene receptor (AR>-mRNA were determined by 
quantitative RT-PCR. The PGR format was based on the 5-exonudease assay known per se 
(TaqMan©) and was suitable for use on the TaqMan® 7700 sequence detector from Applied 
Biosystems (ABl). 

More specifically, a RT-mlx containing first strand buffer. dWiiothreitoi. RIMA guard, random 
hexamers, dNTPs and reverse transcriptase was prepared. Then, the sample RNA was 
denatured and immediately cooled on ice, mixed free of air bubbles with the RT-mbc 
incubated to allow reverse transcription. Incubated at higher temperature to stop reverse 
transcription. Immediately cooled on foe and the resulting cDNA either subjected directly to 
PCR or frozen at -20 ? C. 

A PCR reaction mixture containing TaqMan® buffer. MgCI* dNTPs, specific sense primer, 
specific anfisense primer, specific TaqMan® probe and heatetable polymerase was 
prepared. To this PCR reaction mixture was added the cDNA obtained by reverse 
transcription and the resulting mixture was subjected to PCR carried out in the ABl 7700 
sequence detector (TaqMan®). 

The progress of the PCR was measured on line. The curve recorded for the progress of the 
reaction served as a basis for determining the amount of cDNA amplified. The earlier the 
reaction changes to the exponential phase (threshold value CT>, the more cDNA 
corresponding to the relevant mRNA was present in the sample (fraction A). For safety 
reasons a cutt-off determination only for AR-mRNA detection (AR/GAPDH = 0.1) was 
additionally chosen In order to exclude even very small amounts of non-prostate derived 
expression. 
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Detection 



ofSOCymRNA; TXNRD1~mRNA; GPX1-mRNA 



. Mnoanese superoxide dfemutaee (SODh thioredoxin reductase 

(ABI). 

^ n* , RT-mix containing first strand buffer, drthiothreitot. RNA guard, random 
More specifically, a RT-mix comainwiy >» Mmp .u» rim a was 

!L ZTdNTPs and reverse transcriptase was prepared. Then, the sample RNA was 
hexamere.dNTPsanareve * free of air bubbles with the RT-mix, 



PGR or frozen at -20 °c 

A pcR action mttu re ****** TaqMar® buffer, MaCUdMtPs, sp^aa^prtnar. 
„«^«a«» prtmer. spedflc Ta^ prcte and he=«ab«e po^me**, was 

^grffeprtmBTi OAPOH^pecWc anfesnae primer and GAPDH4pe<jBlcTaqMsn® probe. 

Tb. Mart* SOD.r~*»= P*™- P^ we us*d (MNSOD. SODS accessor, No, 
M36693): 

sense: SM3TCACCGAGGAGAAGTACCAGG -3' 
antisense: 5'-GGGCTQAGGTTTGTCCAGAA-3' 
probe: S'-CGTTGGCC5AAGGGAGATGTTACAGCCC-3' 
Size of the PCR produc± 131 bp. 

Thefolk**,, TXNRDI-pacmc prfrrcra and pcobea X CtXNRm: access*, No. 
X91247CDMA): 
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sens* S^GAGGGCAGACrrrCAAAAOCTA^ 
antisense: 5'-ACAAAGTCCAG(3ACCATCACCT-3' 
probe: 5*-TTGG6CTGCCTCGTTAGCAGCTGCCAr3' 

Sfce of the PCR product 158 bp. 

_ ^ nnH orobes ware used (GPX1; accession No.: M21304): 
The following GPXI^pedfic primers and probes were 

sense: 5'-CTCGGCTTCCCGTGOW3' 

anljsense: 5'-TGAAGTTGGGCTCGAACCX>3' 

probe: 5'^GTTTGGGGATCAGGAGAAGGCCAAGAAr3' 

Size of the PGR product 109 bp. 

. ^u-s were used (GAFDH; accession No. 
The following GAPDH^c primer, and probes were 

X01677): 

sense: 5'-TGCTGATGCCCCCATGTTG^' 
antisense: 5'-GGGAGTGATGGCATGGACTG-3' 
p^be: S vrr^<*TCAT^^ 
Size of the PCR product 174 bp. 

_ r „ Tta-MteantM to »» progress of fl» 

j*. ^hanass to the exponential phase ^rc»»i>« 
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For the evaluation, the ratio of cell equivalents of the relevant mRNA to cell equivalent of 
GAPDH-mRNA was found for the cancer cell fraction and for the control cell *-e**«J 
ratto of the resulting quotients was found In turn. A ratio (cancer oafctarftd cells) 
^ficantiy higher than 1 was considered as a positive result representing an 
ovarexpression of the relevant mRNA In the cancer cell fraction. 



